MTT (3-(4,5 -Dimethyl-2-thiazolyl)-2,5 -diphenyl-2H-tetrazolium bromide) assays

1×10
3 cells were seeded on 96-well plates and cultured for 24 hours. 20ul of 5g/L 3-(4,5-dimethylthiazolz-yl)-2,5-diphenyltetrazolium bromide (MTT, Sigma, St Louis, MO, USA) was added to each well and incubated for 4 hours. After MTT removed, 150ul dimethyl sulphoxide (DMSO, sigma, St, Louis, MO, USA) was added to the wells. The Absorbance was measured at 570 nm with a Microplate Autoreader (Bio-Rad, Hercules, CA , USA). The experiment was repeated three times.
Colony formation assays
Cells were trypsinized and plated on 6-well plates (500 cells/well) and cultured for 2 weeks. The colonies were stained with 1% crystal violet for 30s after fixation with 4% paraformaldehyde for 5 minutes. The number of colonies, defined as >50 cells/colony were counted. Three independent experiments were performed. The data was calculated using paired t test.
Soft agar assay
500 cells were suspended in 2ml complete medium containing 0.3% agar (Sigma, St Louis, MO). Then plated the agar-cell mixture on top of a bottom layer with 1% complete medium agar mixture 10 days later, measured the colonies with an ocular micrometer. Colonies that larger than 0.1mm in diameter were counted. The experiment was repeated independently for three times for each cell line.
Flow-cytometry analysis
Flow-cytometry assay was performed to asses the cell cycle and apoptosis. Cells were seeded into sixwell plates (4×10 5 cells/well). For cell cycle, in order to synchronize cells into the G2/M phase of the cell cycle, cells were treated with 0.1 μm colchicine for 12 hour, then cells were transfected with mir-450b mimics and inhibitor. After 24 hour, cells were harvested and fixed with 70% cold ethanol. Next ,cells were added bovine pancreatic RNAase to remove total RNA , incubated for 30min at 37°C, added 20 μg/ml propidium iodide (Sigma-Aldrich) and incubated at room temperature for 20min. At last, flow cytometry was used to asses the cell cycle for prepared cells. For apoptosis assay, after cells were seeded into sixwell plates, we added doxorubicin (1.0 μm) for 12 h, and trasfected mir-450b/mimics and inhibitor into cells for 24 h. Then cells were treated with the Annexin V-FITC/ propidium iodide (PI) Apoptosis Detection Kit (Promega, USA) complying with the manufacturer's instructions and analysed by flow cytometry. All experiments were performed 3 times. Data were averaged for statistical analysis.
Luciferase assay
Cells were seeded into 24-well plates (1×10 5 cells/ well) and maintained at 37°C for 24 hour. Plasmids were cotransfected into cells using Lipofectamine 2000 reagent (Invitrogen) as pRL-TK Renilla plasmid (Promega) for control plasmid. After 48 hour, Luciferase and Renilla activities were detected by Dual Luciferase Reporter Assay Kit (Promega), according to the manufacturer's instructions. Experiments for each sample were performed 3 times and data were shown as mean±SD. were analyzed in Gene Expression Omnibus (GEO, http://www.ncbi.nlm.nih.gov/geo/) data (GSE46622, n=16; GSE28364, n=80) , the result indicated miR-450b-5p was significantly upregulated in CRC samples. Fold change was shown as log2(T/N).
Supplementary Figure S2: miR-450b-5p expression is upregulated in KRAS mutant type CRC. Analysis of miR-450b-5p
expression in wild-type KRAS and mutated KRAS in CRC using Gene Expression Omnibus (GEO, http://www.ncbi.nlm.nih.gov/geo/) data (GSE28364, n=40). The result showed that miR-450b-5p expression in CRC samples with wild-type KRAS (n=27) was higer than that with mutated KRAS (n=13). * p<0.05. 
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